(A-C'') Confocal images show the localization of (left panels, A-C) mGFP-tagged mutant Myo1, (middle panels, A'-C') mCherrytagged Cam2 (Cam2-mCherry), and (right panels, A''-C'') merge of Myo1-mGFP and Cam2-mCherry images. Cam2-mCherry co-localizes with mGFP-tagged G483D mutant Myo1 in patches (yellow arrowheads), co-localizes with mGFP-tagged G308R Myo1 mutants in eisosomes (yellow arrows), and does not co-localize with GFP-tagged Myo1 mutant lacking the second IQ motif (ΔIQ2) in patches (white arrowheads in C-C''). In the ΔIQ2 and, occasionally, in the G308R mutant, Cam2 localizes to cytoplasmic puncta that are devoid of Myo1 (white arrows). (D-F'') Confocal images show the localization of (left panels, D-F) triple GFP-tagged Rng3 (Rng3-3xGFP), (middle panels, D'-F') mCherry-tagged Cam2 (Cam2-mCherry), and (right panels D''-F'') merge of Rng3-3xGFP and Cam2-mCherry images in yeast strains expressing untagged wild type or mutant Myo1 variants. In the G483D mutant, Rng3 localizes to the contractile rings (green arrows) and cytoplasmic spots of unknown nature (green arrowheads in D-D'') that are distinct from Cam2 in actin patches (red arrowheads). Rng3 co-localizes with Cam2 in eisosomes (yellow arrows in E-E'') in the G308R mutant and does not co-localize with Cam2 in eisosomes (red arrows in F'-F'') in the mutant with duplicated IQ motifs (2xIQ1IQ2). Cam2 and Rng3 also co-localize in cortical puncta (yellow arrowheads, E-E'') in the G308R mutant. The images represent maximum intensity projections of three consecutive optical sections through the top surface of the cell acquired at 0.4 μm intervals. Scale bar, 10 μm. ) Confocal images show the localization of (left panels, A-B) triple GFP-tagged Rng3 (Rng3-3xGFP), (middle panels, A'-B') mCherry-tagged Myo1 variants (Myo1-mCherry), and (right panels A''-B'') merge of Rng3-3xGFP and Myo1-mCherry images. In the G483D mutant, Rng3 localizes to the contractile rings (green arrows) and cytoplasmic spots of unknown nature (green arrowheads) that are distinct from Myo1(G483D) in actin patches (red arrowheads). In the G308R mutant, Rng3 co-localizes with Myo1(G308R) in puncta (yellow arrowheads) and eisosomes (yellow arrows). (C-E'') Confocal images show the localization of (left panels, C-E) mGFP-tagged Myo1 variants (Myo1-mGFP), (middle panels, C'-E') mCherry-tagged Rng3 (Rng3-mCherry), and (right panels C''-E'') merge of Myo1-mGFP and Rng3-mCherry images. Rng3 is recruited to Myo1(G308R) in eisosomes (yellow arrows) but not to Myo1(G483D) in patches (green arrowhead) or Myo1 with duplicated IQ motifs (2xIQ1IQ2) in eisosomes (green arrow). The images represent maximum intensity projections of three consecutive optical sections through the top surface of the cell acquired at 0.4 μm interval. Scale bar, 10 μm. 
VS1456-2 h+ ade6-M210 leu1-32 ura4-D18 his3-D1 myo1-mGFP-kanMX6
This study
VS1844-2 h-ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(T140I)-mGFP-kanMX6
VS1869-1 h-ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(A181P)-mGFP-KanMX6
mCherry-tagged Myo1 strains VS1457C h+ ade6-M210 leu1-32 ura4-D18 his3-D1 myo1-mCherry-kanMX6
VS1843-1 h-ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(G483D)-mCherry-natMX6
VS1867-2 h-ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(T140I)-mCherry-natMX6
VS1868-1 h-ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(A181P)-mCherry-natMX6
VS1887-2 h-ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(G308R)-mCherry-natMX6
Fim1-mCherry strains VS1263-7D h+ ade6-M216 leu1-32 ura4-D18 his3-D1 fim1-mCherry-natMX6 myo1Δ::kanMX6
VS1269-2A h+ ade6-M216 leu1-32 ura4-D18 hisfim1-mCherry-natMX6 myo1-mGFP-kanMX6
VS1270-3B h? ade6-M216 leu1-32 ura4-D18 his3-D1 fim1-mCherry-natMX6 myo1(G308R)-mGFP-kanMX6
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VS1271-12A h-ade6-M216 leu1-32 ura4-D18 his3-D1 fim1-mCherry-natMX6 myo1(G483D)-mGFP-kanMX6
VS1872-3A h? ade6-M216 leu1-32 ura4-D18 his3-D1 fim1-mCherry-natMX6 myo1(T140I)-mGFP-kanMX6
This study VS1873-7A h? ade6-M216 leu1-32 ura4-D18 his3-D1 fim1-mCherry-natMX6 myo1(A181P)-mGFP-kanMX6 This study VS1890-9D h? ade6-M216 leu1-32 ura4-D18 his3-D1 fim1-mCherry-natMX6 myo1(A181P)-mGFP-kanMX6 This study
VS1892-6D h? ade6-M210 leu1-32 ura4-D18 his3-D1 fim1-mCherry-natMX6 myo1(A181P)-mGFP-kanMX6
Cam2-mCherry strains VS1274
h -ade6-M216 leu1-32 ura4-D18 his3-D1 cam2-mCherry-kanMX6 Sammons et al. (2011 ) VS1275 h+ ade6-M210 leu1-32 ura4-D18 his3-D1 cam2-mCherry-kanMX6 Sammons et al. (2011 This study VS1289-1A h? ade6-M216 leu1-32 ura4-D18 his3-D1 myo1-mGFP-kanMX6 cam2-mCherry-kanMX6 This study
VS1290-6A h? ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(G483D)-mGFP-kanMX6 cam2-mCherry-kanMX6
VS1465-5C h? ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(G308R)-mGFP-kanMX6 cam2-mCherry-kanMX6
VS1874-1B h? ade6-M216 leu1-32 ura4-D18 his3-D1 cam2-mCherry-kan myo1(T140I)-mGFP-kanMX6
VS1875-2B h? ade6-M216 leu1-32 ura4-D18 his3-D1 cam2-mCherry-kan myo1(A181P)-mGFP-kanMX6
Fhn1-mCherry strains VS1718
h-ade6+ ura4+ leu1+ his+ fhn1-mCherry-natMX6 J. Moseley VS1747-9B h+ ade6-M210 ura4+ leu1+ his+ fhn1-mCherry-natMX6 This study VS1747-10B h-ade6-M210 ura4+ leu1+ his+ fhn1-mCherry-natMX6 This study VS1876-4C h? ade6-M210 leu1-32 ura4+ his3-D1 fhn1-mCherry-Nat myo1(T140I)-mGFP-kanMX6 This study
VS1877-3C h? ade6-M210 leu1+ ura4+ his3-D1 fhn1-mCherry-Nat myo1(A181P)-mGFP-kanMX6
VS1878-2D h? ade6-M216 leu1-32 ura4-D18 his3-D1 fhn1-mCherry-Nat myo1(483)-mGFP-kanMX6
This study VS1883-5D h? ade6-M210 leu1+ ura4-D18 his+ fhn1-mCherry-Nat myo1(308)-mGFP-kanMX6 This study
Rng3-3xGFP strains VS1216-8 h+ ade6-M210 leu1-32 ura4-D18 his3-D1 myo1(2xIQ1IQ2) This study VS1348-1 h+ ade6-M210 leu1-32 ura4-D18 his3-D1 rng3-3xGFP-MX6 This study This study VS1464-6C h+ ade6-M210 leu1-32 Ura4-D18 his3-D1 cam2-mCherry-kanMX6 rng3-3xGFP-kanMX6 This study VS1893-2A h-M216 leu1-32 ura4-D18 his3-D1 myo1-mCherry-kanMX6 This study VS1894-4D h? ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(T140I)-mCherry-natMX6 rng3-3xGFP-kanMX6 This study VS1895-12D h? ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(A181P)-mCherry-natMX6 rng3-3xGFP-kanMX6 This study VS1896-2A h? ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(G483D)-mCherry-natMX6 rng3-3xGFP-kanMX6 This study VS1905-10D h? ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(G308R)-mCherry-natMX6 rng3-3xGFP-kanMX6 This study VS1906-9D h? M216 leu1-32 ura4-D18 his3-D1 myo1-mCherry-kanMX6 rng3-3xGFP-kanMX6 This study VS1914-5D h? ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(T140I) cam2-mCherry-kanMX6 rng3-3xGFP-kanMX6 This study
This study VS1916-4A h? ade6-M210 leu1-32 ura4-D18 his3-D1 myo1(2xIQ1IQ2) cam2-mCherry-kanMX6 rng3-3xGFP-kanMX6 This study
VS1919 (ML939)
h+ ade6-M216 leu1-32 ura4-D18 his3-D1 myo1(G308R) cam2-mCherry-kanMX6 rng3-3xGFP-kanMX6 Stark et al. (2013) Rng3-mCherry strains VS1217-1 h-ade6-M216 leu1-32 ura4-D18 his3-D1 kanMX6-mGFP-Pmyo1-myo1(2xIQ1IQ2) This study This study VS1961-6A h+ ade6-M210 leu1-32 ura4-D18 his-rng3-mCherry-kanR This study VS1955-11D h? ade6-M216 leu1-32 ura4-D18 his-rng3-mCherry-kanR myo1-mGFP-kanMX6 This study VS1956-3B h? ade6-M216 leu1-32 ura4-D18 his-rng3-mCherry-kanR kanMX6-mGFP-Pmyo1-myo1(2xIQ1IQ2) This study VS1957-8D h? ade6-M216 leu1-32 ura4-D18 his-rng3-mCherry-kanR myo1(G483D)-mGFP-kanMX6 This study VS1958-5D h? ade6-M216 leu1-32 ura4-D18 his-rng3-mCherry-kanR myo1(G308R)-mGFP-kanMX6 This study VS1959-10B h? ade6-M216 leu1-32 ura4-D18 his-rng3-mCherry-kanR myo1(A181P)-mGFP-kanMX6 This study VS1972-1D h? ade6-M216 leu1-32 ura4-D18 his-rng3-mCherry-kanR myo1(T140I)-mGFP-kanMX6 This study VS1669-3B h+ ade6-M210 ura4-D18 leu1-32::Pact1-Lifeact-mCherryleu1+ This study VS1947-4D h? ade6-M210 ura4-D18 myo1(T140I)-mGFP-kanMX6 leu::Pact1-Lifeact-mCherry-leu+ This study VS1948-5C h? ade6-M210 ura4-D18 myo1(A181P)-mGFP-kanMX6 leu::Pact1-Lifeact-mCherry-leu+ This study VS1953-5A h? ade6-M216 ura4-D18 his3-D1 Myo1-mGFP-kanMX6 leu::Pact1-Lifeact-mCherry-leu+ This study VS1954-4A h? ade6-M21? ura4-D18 his3-D1 myo1Δ::kanMX6 leu1-32::Pact1-Lifeact-mCherry-leu+ This study
